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(57) Abstract: A ligand of an orphan receptor protein or its subtype, antagonist, highly active agonist, etc. can be efficiently and 
surely obtained by bringing test compounds into contact with cells showing the expression of the orphan receptor protein or a cell 
membrane fraction thereof, or an expression product of the orphan receptor protein expressed in cells showing the expression of the 
orphan receptor protein or a cell membrane fraction thereof; measuring the cell stimulating activity of each test compound mediated 
by the orphan receptor protein; comparing the cell stimulating activities of the test cwnpounds with eadi other, thereby selecting 
agonists; and then ccxnparing ifae structures (tf these agonists. 
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o^=?-±m^&o^m(D^m\zx^T^<<D±mm^mn(o^^i$^t:^'f'V^)V''^ 
7iHimsii^g^^<^u;^>K«. mmn^ Ta>, 7sym^ 

t)fcoXVi-g)o 
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U^> KOIWI^tCM^^orphanin FQ/nociceptin (Meunier. J, -C. Nature 393: 
211-212. 1998) (D^'^ts.m^^^i)^. UE^©U :^f> H*^Vili-eo^^*:<Z)^jg 

7 >^mw^ >nif^^m&m<Dyif')')VBMfh(Dmm\:^mnh mm. 

{c:ckoTP^E'l±U;^f> FOI^I^J&^fT^bnTVi^ (Sakurai. T. et al. Cell 92: 
573-585. 1998; Hinuma. S. el al. Nature 393: 272-276. 1998: Tatemoto, K. et 
al. Biochem. Biophys. Res. Commun. 251: 471-476. 1998) » Uj^^b, 7lslMK 

m-mij^^'oiiio 7mmmMm^mw(o^)-»>n^^mzt>it-:>x^ri^ t 
v^L^ ic^^-r-s u \^m^iiti,:bDr>':r)v^^mmzm'^'r^ z.iimmv^ 

(i) :i--y 7 y^^i^^ y/'^^n^^mmt.rzit^ommmmBizin^LK 
m.hi3i^m^^tz.\t^(Dmmmm^\zmk<t^m^mm-^'itrcm'^\z^^^x. ^ 

(ii) ^nmc^mommm^'^^^m'^z.hxz^yy. 
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(iii) o m:t-y7>^^Wi^>n^nmmmm^rc\t^<oms^mm^\zm^ 
(1) 

^^m^'&tz.^^ii. ':ir-y7>^^W-^>ni;m.^m^Vfs.\immi^1t.\-i.^(D 

mmwmmzumt^m^^m.^^rz.^'^\zi6\^^'x. ^n^nommmm^^ 
(ii) ^umt-hm(Dmmm^^^);tm-r^z.}i\z^K>s Tzf-xhfgt4<&w 

ipn^-mmm^tz\t.^<ommmm^\z^':^'-y 7 >^^w^ >ni7m.(omm^^ 
m^i^\tm^'t^it^m<ommmn^m&^^fzm^\ziin^mmm^^'^^\t 
^b, ® m.^-y7>'^^w^>n^m.tm-t-y7>^^w^>n^ 

tt:^^iL-t^m^-y7>^^w^>n^nomm^^mi^tz.\tm.m'r^it^ 

(2) ±12 (1) mwi<Dx^^j~->^':^mz,i:-Dxm^no^it'^m^ti\t^ 

(3) 
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(ii) ^u.m\L%m(ommmm'^^^^-r^^t.\z^K>. tzt-t. b^sit^w 
(oi^m^m^'tm^m^t^ zt.\z^K>. ^:t-y t >^^w^ >n^n<n> u :y > 

(4) 

(i i) ^u.m\:,^m (a) (Dmmmm'&^itMirr^ t ic^ t) . Tif-;^ vm^^ 

(iii) (D t:3*-X h«14<£W-r^lS<l::^#J*^WT^#^il^it*^e>*6^^n:^'J 

(5) ±12 (4) ^^moy^i^ ^j-ziy^^m^z^-DTn^n^ ^it^mt.rz.\t^ 

(DM. 
(6) 

(I) :t-y 7 y^^i^^ y/-^^nm'mmm^rz\t^ommmm6^\zumi\:'^<^ 
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(ii) ^u.mit-^miA)(Dmmm^i^&itm-^:itiz^o. Trf-;^hsttS: 

(iii) hm^^m-r^mt^mi!)^^'r^^mmmi3^^m^'^rircu:^'> 

.ttJf^P-» (Y) «i£^!^3te<Jtc:@8?>Tm4KO^itS:^-r}/S:«). |S|^tClzg^ 

V^e^n^cFM- 3S^#:^>/N'i7H (Tan. C. P et al. Genomics 52. 223-229 
) *}tJd:masS^#:iSi'>/^^K (Young D. elal.. Proc. Natl. Acad. Sci. USA. 85. 
5339-5342. \m)tji}i(Di&.. Swiss-plol<^:t— 7 r >S^*^0-7^'-37^-;^t-l2 

^:^—y7y^^i^^y/'^^Mi <D^tLx\ts ±m^mznm-^n^^m (m 
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(mA.\t. mm. v>m. ^immwt. m) torn. ^^\^^it^wm 
x>®?. u>3f^. i^=L^m> ^Bmm> :^^>7.)V'^>m.. '^>-tf>;^;p7i>> 

±.msm. n^mm. mmFmm. mmm. is^mm. h^ji^ 

*fflSa. :fe3SJHBB& •7^n:7T— v'. TSfflflS. BIBBS, :?-g^rL^;i':^^^— MAS 

. ^mm. ^^mm. mnmm. ^mmm. w^mm%i^<\tmmmm. ^rc\t:i 
ti <b mmcDmmm^. ^mm t> u < \t.mmmtj: e) b < \t^n c» (Dmm^^^^ 

mM. mm. ^0^. ^my^. mu^m. mm. ^m) . mm. ymi^. w. b 
m. nm.. M^m. ^m^. ^v^m. m(Do. mm. wm. m^. m. m\t 
m m. xm. /J^ll) , jfiiw, mm. mm. ^THi, ^m^. m 
fi. 3m. mm.- =f''B. mw^. m^mts^E. ^td,%6mjh<omi^%\^<\t.^ 

(D^mm^ MEL, Ml, CTLL-2. HT-2, WEHI-3. 

HL-60, JOSK-1, K5 6 2, ML-1, MOLT-3, MOLT-4 
, MOLT-10, CCRF-CEM, TALL-1, Jurkat, CCRT 
-HSB-2. KE-37. SKW-3, HUT-78, HUT- 1 0 2, H9 
, U9 3 7. THP-1. HEL. JK-1, CMK. KO-812, MEG- 
OlT^i:^) lCS*-r^cDNA, • Mfi5|5(Dc DNA^-ry^U", ^ 
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Transcriptase Polymerase Chain Reaction (&,T. RT-P C R^(i:lli§^!Ff 

t-rsDNA^iiiiii-r^A\ ^ft}tmmf3i^^^—izm^iL/of£DNA^m^it 

10 :7 7 >S^#:^ >/1 ^ MO— SB* S D N A»fit b < 

-B-^D N A ViT:^^ © i (^/N-f :/ U ^-Y if — a > <fc TMS'J-T § 

:i<h;«>^'-^#^. /Wr/Udi^'-rii— >3>cD::^i*{i, ^^il;^^^ Molecular Cloning ( 
2nd ed. ; J. Sambrook et al. . Cold Spring Harbor Lab. Press. 1989). JClB^ 

15 <D^mm,mmizv&m(D:^mz^i^t-=>xn^, 

o^o^^. ^rz\-mm.\z^^mmmMxmit\.fzKi. u>:^7-<£#jjpufcOL 

ATG^WU. ^:^3' Tt^MJlC^miRJf^jjbn H>i:LT©TAA> TGA^fc 
20 J^TAG$:WbTViTt>J:t/io Cine)©^IRr?l^^n F >-^ISiR*l±n H M*. 31 

(B) ::f-:7 7 >S^#:i$' yMn^Wm^ L < «-?-(Dj^JiaiPiii^i'*}fctt:r- 

:7 7 >^mi^^ y^^^ntinmiyUi^mm^Tzit^cDmmmm^izrDi^^x 
^mmm\zii\^^x. 7 >^mw^ >n^n%mmm tJ*±ia (a) 

±IB (A) (D:t-:7 7>^^#:$^>Aii7M^3-KT^DNAi&fflliT, 



wo 01/14883 



PCT/JPOO/05639 



8 

^^^-tLX\t. :kmm^^(DZf^7s^}^ m. pBR322, PBR32 
5, pUC 1 2. pUC 1 3) , K (^J, pUB 1 1 0. 

pTP5, PC194) , (Ms pSH19, pSH15) 

mn^mrr^^om^^mmmmx^^m'^izit. s v 4 0 mmco-^u^-is^ 

TTzfa^E—^—s lac^^D^— ^— . recAya^:— ^ APl:/d^ 
— ^— . 1 ppT'O^r— ^— ^i^^VW^J^M^-^^S^^-^^, SPO 
^5^— . SP0 2yp^-iS^-, p e nP"7°o^— ^— fctii. 

PH0 5:7°D^-^— , PGKyo^— ^5^— . GAPyp^:— 
ADHIT^D^:-^— , GALya^-^^-fji^dW^bVi, 

mm'c^^m'^\t. 3j?U'\Hu>yp^-i$'-. p 1 oyp^-^-fj:^7&«$f^ 

mn-^-:^-thx\t. mx\t. i^\zYummm7tmm (ot> ah f r 
t^m-r^m-^^^^)^) [p^vM^^^-t-h (mtx) ito , 7>h'-> 

'j>Mi43t{K^ (i^^iT. Amp ^ tvimr^m^f}^^^) , t^:t-7-r'»ima 
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iz. CHO (dhf r") m^fflV^TDHF Rjie^^ilJI^-7-;^-<i:bT^ 

c<D^^izi.'zmm-^nrz:t-y7>^^i$^^>/'^^m.^o-\i-r^DNA^ 

Xv'oiU tTSMtbT«. XS^xUtT-nU (Escherichia col i) K12 
• DH 1 :y'u~^—zy>^^X ' :tf • if • :^->3:^;P • Ttly^B.— • • 
JL>iy^ X ' :i-y' ' If ' o.—Ji::^JL— (Proc Natl. Acad. Sci. USA) . 6 0 
#. 160(196 8)3. JM103 i^^^ ^ - Ti^yX - V-^-^, ( 
Nucleic Acids Research) . 9#, 309(1981)3, JA221 Cv'^— :^ 
;i/ • • ^1/^:1^ — /t-f^^-Dv?— (Journal of Molecular Biology) 3 , 
1 2 0#, 5 1 7 (1 9 7 8)3 . HB 1 0 1 C-:/^-':^;!/ • • ^tU^zl^— 
' ;%^:tUi^'--, 4 1#. 4 5 9 (1 9 6 9)3 . C6 0 0 ii^oL^^^ y^X ( 
Genetics). 3 9#, 4 4 0 ( 1 9 5 4)3 7^cC<i:d^fflV:^e)n'5>. 

;WI/7.MM«hbTti, fei^Ji/Wl/X • (Bacillus subtil is) M 

1114 (>?->. 2 4#. 2 5 5 (1 9 8 3)3.. 2 0 7 - 2 1 Ci^^-:f • 
• hU— (Journal of Biochemistry) , 9 5#, 87(198 

4)3 tjia^m^^^n^o 

mMtVXIit. rztX\t-^yt!U'7^±.7. -feWtLvX (Saccharomyces 
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cerevisiae)AH2 2, AH22r', NA8 7-11A, DKD-5D, 20B 
Nature). 3 1 5#. 5 9 2 (1 9 8 5)3. 

^^itm^ (Spodoptera frugiperda eel 1 ; S fjfflflS) , Trichoplusia niCD4'J© 

ft^OMG 1 *BlJSa» Trichoplusia ni C0|p*3fe(DHigh Five^^pflg, Mamestra 
brass icae*5!50jjaiJia*fet3£stjgmena zcTe&^^<omS^tji^7()m^^&n^o 
;i':?^:5«BmNPV0^^f^, m^^mm^m. (BombyxmoriN; BmNaBSS) 

*<fflvie>n^. MS f ^isibTtt, m^\-i. s f ^mm (atcc crlitid . s 

f 2 \ Wm, Ci^-h, Vaughn. J. L -f > • hb (in Vitro) , 1 3#. 2 
13-21 7H (1 97 7^) ] 7jj:^*^'ffili^n^o 
ift^jMBSiiLTti. ;fe<i:At^-y-;i^COS- 7*fflJig. VeroSfflJia. ■5=-^-fn-X/\ 

dhf r-CHO«BJ!§) . V^;^LiBBflS, -v"^;^ 3 T SiBHJia. V'i7;^^XD-Vjffl 
IS. t:hHEK2 9 3^IS, khFL«BJ3S. C 1 2 7*IBB§. BALBSTSm 

Proc. Natl. Acad. Sci. USA) . 6 9#. 2 1 1 0(1 9 7 2^-^V—-> (Gene 
). 17#, 1 0 7(1 9 8 2);5:^tCB5^©:^S{CtJ£oTfT:^t)n^. 

• -J:sL^^y( v^T. (Molecular & General Genetics) , 1 6 8#, 1 1 1 ( 

• y;^7-x^--:ty--^-rx>WX-:t:/-+p.a.--XXX--(Proc. Natl. Acad. 
Sci. USA) , 7 5#, l 9 2 9 (l 9 7 8)iZtm(Dy5mz'li^-DXntiit)n^. 

m^mm^tzitm^^mnmmt^izu. t^hx\tn^^./^^ juv- ( 

Bio/Technology) .6#. 47-55H(1988 4p) ?5:tlc:|5itO:;^fe»Ct^oT 



wo 01/14883 



PCT/JPOO/05639 



11 

wjmmm'^mn^wr^iz\t. fci^.t^'^VDne^'- mroiogy) . 52m, 
4 5 6 (1 9 7 3)\zfeM<D:^mzU'Dxnr£t>n^o 

it. U3i^'7xi7->3 >?i CFelgner. P. L. et al. ■fniy-z^>'^X - :t:f - -If - 

i- '^3^)V • Ttiy"^- ' •t':r . t)-rx>>?-rx • -^^ - if • h-xt^x- ( 

Proceedings of The National Academy of Sciences of The United States of 
America) , 84 7413K(1987^)], U ^m:^;^^^^^^ [Graham. 
F. L and van der Eb. A. J. •J^w'nDv?— (Virology) , 5 2#, 4 5 6-4 6 
7M (1 9 7 D . ^^#?L^ CNuemann. E. et al. X>sJ? • -J^-ir)V ( 
EMBO J. ). 1#, 841-84 5K (1982^) D ^d^^tf ^n^. 

mmt:^u—>mwz^'DXTmi-r^:^mi!)^^^o ^momiR-^— 

ii- ^i^mzi.xmm^mi^^m^-r^o -^^iz. zLo^^^izm^^-ts-^m 

\.>xn^rLtcm'^mm\znvx. mDM\^^u->m^'^nu^^tiz^Kf^— 

^its dh f Tm^'S:m^'^-ti-iii^xm\^^rzm'^s urxmrn^^^ 

{C_htf T^«b> mm.W^m^-r^ Z.t\Z^K). dhfr ite^^ tth\Z. 

. fet7Lt^i^;un-7., x^xhu>> '^m^mm^ iyamta^. ^mmtvx 
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®?^^trM9i§aj C^^-^ (Miller) , • :t:/ • x^;^^U />:y • 

-f > • ^U^iLy— ' i^x^xw' (Joarnal of Experiments in Molecular 

Genetics) , 4 3 1 — 4 3 3, Cold Spring Harbor Laboratory, New York 19 

^§^*SX'>x U 1 7JgM<D^^. 1 5 ~ 4 3 X:Tm 3 ~ 2 4 l^pg 

?i^7&V\'^;i'7.S®(DJS'&> :^««fi^5ltl3 0~4 O-CTlUe ~ 2 4l^r«1^T7^ 

—JVi^— (Burkholder) «/h:^±lk CBostian. K. L. e>, ryp'>— >?>/fX • 
:/•+)-•• ±i^3±)V • T;«75^^— • • it-f x>wx • -'if • :i-x;^ 

X— (Proc. Natl. Acad. Sci. USA) , 7 7#, 4 5 0 5(1 9 8 0)] -^0. 

sxtfif^ym^-^m-r^sDmrn CBitter. g. a. e» r:7^P'>-v?>^x- 

XX— (Proc. Natl. Acad. Sci. USA), 81 #. 5330 (198 4))*^ 

m^f^ti^o :^ii6opHt*i?j5~8tcps-rs<^7i>^$f^ixVic i^m^tM'^mz 0 

13-3 5*C'T?*?J2 4~7 ZNfKfrVi. jg^^tlSCTa^^mJ^^tPAS. 

?i^7&^Sil^fflJiSTafeSJ^Sfemfls:Sr^arrSI^. VX\t. Grace* s Insect 

Medium (Grace. T. C. C. . :^^-r5^^— (Nature) .195.788(1962)) \z4^W}itVf^l 

. 2-6. 4tCSI|^-r^©;^>^»^bVi. i^««ii#*U2 7'CT*tJ3~5BKtTVi 

~2 0%(Dfl^!,?^jf[im>&-^irMEMi§iili C+i--rx>X (Science) . 1 2 2#, 5 
0 1 (1 9 5 2)) , DMEMJ^:Nii C^V □□v- (Virology) , 3 9 6 ( 
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1 9 5 9)3 . RPMI 1 6 4 0i§ffli iz^^-i-)l ' ^^-f - -If ' 7 ^^J tl> - 
y^^ iJ)V ' TV vX— i/a > (The Journal of The American Medical Association 
) 19 9#. 5 1 9 (1 9 6 7)3. I 9 9mm l':fUz^-z^>if - ^Zf • ^ ■ V 
. -if •A^3*-D>^;i!3;i/-p^5^>r:^XProceedingof The Society 
for The Biological Medicine) . 7 3#. 1 (1 9 5 0)] ts:ii*^m\'^^n^o p 
mm 6-8 Tfe^ b lie 30^-40 t:T-*<) 15-60 

mzcHo (dhfr-) mm^^zsmmm^^M^'^-i^—ti.xm^^^m^ 

mi!j^0r<^^^ti^'m'^o:>:i ii^^^'Do mm(Dmw:^^^i^x\t. potter- 

ElvehjemM*ti^^-f •tf--eJfflJI&^*¥biit- U-^J >i/7V>i5'--^#U 
ho> (Kinematicaltga). m=^mz^^m^> yU>^':fU:^UE 

^^m^A^^ti^xm^^^n^c mxit. mfi^ww^iS:^ (soorpm— a 

0 0 0 r pm) T^I^FbI (®#, ^^l^i'-l 0^) ^'L-V. ±m^-^ ^izMm ( 

1 5 0 0 0 r pm—S 0 0 0 0 r pm) 0 2 P#Pb1^'I:-U n^tl^ 

i$'>A°i:7^(D«^*, isiafla^i^cD 1 0^-1 0 Vtt^^(D/6W*u<, lo 

(U^>H) (Jt^li) *«JS<3^J:0. i^^^J^cCT.^ U-->iJ7* 
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(c) ^m^t^m^rMum<t'^mid.)\z-oi^^x : 

mzn^-^n^mm mx},t7)vti^)^mtsiE) ^^m (mwm. mmk) iKDm. 

warn. i7jL>m. u>i^^, iy:x^m. ^mmm. :^^>7. 
(D) msmm^mz-z>\^x : 

mvri.^mm^r^it^(Dmmmm^\zm.mt^m (Mwrnzitumit^mu)) ^ 

^Wi> (b)7^=^\i>m.m.m. (c)r±^jinv>m$^. amj^^p^ca^^mms 
(e)«i^c AMPc^iSib, ammp^cGMP(omW}. (g)-^ y'>h-)i^^)>mm 

(.h)mmmn^^m. (immp^m^n(ov>mit. (j)c-f oso^tt^t. 

(k) GTPr sco^s-er, (1) iy:!s^-^-m^'f-(D^m^^^mmizvx. ^ 
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(Dm^&^M^m^m:k-^'^x:i5\f^rzmm^rc\t^(ommmm^\zi^'r^m^^ 

mmmmm^^m\^vx7.^ V'-=i>'^^nuoiz\t. m^f3::t-y7>^m^ 
>n^n^%^\^tzmm^i^\-i.^<^mm^m^^^xs-t'-y r > 

ictt^S^-fk^i^Ca)) a:UT«> ±iS (C) \z%m,(n>%(n>h.nm<n>%(Ofs.Eii'^^\i 
ntis, (1) - (7) (30^BJ4" riit^^b^ii^j «:P:#6*Jic« riii^Yb'&i!^ 

(a) J $5^t"o 

(1) JSBfla^pH (acidification rate) (D^Sj^iPiJ^f § Hii^^lt^ii-r^SB 

^^•r^lil^<fc'&tlt--Kit^bT^^b1-^«^(^pH^1t-r h-fe>-!t- (Cy to 
sensor) mW. ('^U^:xy-7'/U 7.^^^) ^^m^xm^r^^tlz 
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( 2 ) G T P r S <Z)SJ[Mfi&ti^«iJ^-r ^ r. ^«ffl»J^?£ WJJ^^ 

J: o xmwi-^ i:«ffljiai^o g ^ >/id7 d«si4^b$ nx g t p ■mi^^-t^. z. (d 

GTPttJnTKr^-^^nTGDP^t^^k-r^dt, z.(n>t.^W.l^WL^\ZGTV 
r S^^JnbT*5< tGTPr S«GTP,i:|w|tlllCGiS'>A'i^lCJiig-^-r^7i^. 
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50 mM Tris. 5 mM MgClj, 150 mM NaCl. 1 mM GDP. 0. IX BSA pH 7. AU^) 

:^\z(D'C'i^<=^nrcm^mmum^ m^i^^ Falcon2053^^:) \z^m.\^s u 

mt^i^^nn^^ ^ <E>izmmm^m2oo putu^^oizv'siGivrs^uu^^. 

5tK?&bfe50 mM Tris. 5 mM MgClj. 150 mM NaCl. 0. I* BSA . 0.053; CHAPS pH 

7.4 i.5mi^^') ^m^x. m^it. :^^:^mm^mGF/fu^^m\^^x) 

® ^m^^u m^i^^ ^est:. m^o^) vxm.mw:^ >3> 
^ryz^^^x'^m±\zm'^r:imm^\zB^i^r:ii''siGi?rS(DnMfs^^m^-r 

-So 

( 3 ) mmp^ CAMP (o^m^m^-r^.j:: t sr^tm t-r^mmm^^m^^ 

vMW.\z^-oxmup^cmm.i:i^^W}-t^. z.cDK^^^Mmx^xum^'^ 
m<D:t-y7 y^^w^ yj-%^n^m&mzn-t^mmm^'\^'^M^-t^ z. t 

7.. "yv -^it^, -V^, r:7exfj:i'^^3SbT#e.n:^ctricAMPtri^<i:'"I^mcAMP 
( 1 1> Iw1UI5p°9) ^^ffl-r ^Z.t.\Z^^ TRIA^ ^ l/i HJacAMPia^* ii^licAMP t 
$:M^'&^:)-ti:fc<ife<3DElAI^Tt>lPiJ5£T-5::<!:3&^'X?^'5o ^;^cJn;cAMPiri^$$:prolein 
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) c 

, 0. 2inM 3— f V^^;i'-^^;i'=^rl5->5^>i0.05X BSAtZOmM HEPES^^t^A 
> >:/ :7 7 - (PH7. 4) (fiAT^ 0. 2inM zT^Jl'- 5^;V^1t>^ > 

0. 05X BSAi:20mM m?ES^'^tS/\>^ y 7 — (pH7. 4) R^M^^y 17 t — 

(D ^©^ii^S msml) c0SliSffiA-/:7 7— ^MI-SPAT. »U3 

<i) s^&fflA^y ^'T-^i^^^ mzizmmm m^^-^^ m25ini) <DKf^- 

^bV^) ic5i^» ("fi^JAt^. mi nM) O|S@^^b^ti^^i0b/it)CDS:$fflflaJc:3JD;^ 
© ffitbS^S'1'(^)cAMP»^*, cAMPEIA^'yh (7-? A:7 7;U'v''>TAM :txiJ7 
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(4) CRE- u^-^-mB^^mxr^:it^wwLiir^mm\mfs^m\mj^ 

CRE (cAMP response element) ^^tiDNAt:. MvtiV—y ^^zyv^-^^ 
mi^-r^ ZLtiZ^K). CRE - ^A^)fel^OcAMP«C0^ 

CRE - 1^3}?— r$'-at^^^^37-^:t— 7 7 >^^i^^ y/^^^M^^mmz h 

(D CRE - U7f^-^—m^^^mxvrz:i--y 7 >^mw^>n^m^mmm.^ 
247^yw— hicM^j^iism (^ajAff, 5 X 10^ cell/well) -TSffib. m^mm 

(D JaiflaSrji^m (^«J^J^. 0. 2mM) (Dmmm mXVS.. S-^'JZf^JV-^f^^Ji^ 
^+»->5^>tO. 05X BSA<i:20inM HEPES^^tJ'A>i7;^;N'^>:7 7 — (pH7.4) &rf. 
0.2m Z-^V':f=^)V-:^^)V^'&>=J'>ii0.m BSA^:20inMHEPESS:'^tf/\> 

(E) ^<Dm, ai^fi 0. 5mi) OS^Ci^fflA'':/^ T — ^mtcmT,1i1]3 0 

@ 'A\z. K^^mnvyr-^w^'^^ mfz\zm%m mx\t. o. 25ini) oKj^^m 
y 7-'^mmzMxrzik. 3i^s m?L\t. i nM) cDfii^^b'&tit3i^» ( 
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Ep-fe, T}Vtl^)y^7.y7^-'^^m%. ■e«l;lt^fQ7feM^muini-Phos SSOfCJi-p 
^D^A7;x — n— ;i/ T'fe^;i/h^>Xr7ai^— (chloramphenicol 
acetyltransferase) -0*1 ^JffD^MIgia FAST CAT chrolamphenicol 

Acetyl transferase Assay KiTJCi^oX, i3 hv'^— tfM'ttt*. •e^llAt^fQ 
T^M^MAurora Gal-XEtCfcoTayj^fS 11 iA^T^So 

( 5 ) T H >mMm^m&-t^ ^ ii t-r ^iBMiMSM'j^m 

mic^f9i2i*ii:T*5< ^iixz^-oXs :i(om'&E.^mm^\ziSL^-^nit.WLmm'i^ 
^miE't^^t\z2;i-oxmmmm'\^^mM-t^z.t.ffi'T!^^. ^<ot^. um. 

:i^:^mz^y)mmmmm^^m^-r^Mwmji:^m^^r\zt^ro 

mmmmmmfsiE) ^24:r:-:/u-h\zm^rmm. m^it. 5 x 10* ceii/weii 
) xmmv. 2mrm^mm-r^o 

(D mmWi. ?mT^^\^>m^mmm mxit. 0.25 uciMu) tu^^v 
mm-t^o ?n-]7y^\^>mmum\mr^ms mm^m^m mx\t. o.o5«bsa 
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<i:20inMHEPES§^ti'A>i^X;t^y7 7-(pH7.4)) T'?5fe^L. #welHc:^®fiS (^J 
X^ts 0,Qi%iSkL20mmES^^W\>^7.;'^yy7-W- 4) O.OS^BSA 
i:20mMHEPES$'^OA>^X>'t»;/:77-(pH7.4)2:SJJ?fliA*-;:77--ili?^c ) IC 

*U2B=^. 4 mM) <^ Fura-2 AM (ISltlil:^^ 
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^:^mz^ K) mmmmmi^^m^'r^mwmji:^m^^'riztE-ro 
0 2 47^yu—h\zm^^Ti BmM-yyy^'^w-i^yf'^^n^wmmz 

myo-[2-^H3 inositol (2. 5"7-i' >7 DCi/vell) ^m^PUfe^Jlii^'^'l Sl^^b^^ 
(2) al^a 1. 5M) (D KOH. (^!lAtf> 60mM) (D HEPES^I^'T?'^' 

?pb, AGix8)^ii mo-Mi) ^m^fzti^h.\zmv. \m\^fz.^^ (^?y;it*' 
. iM ) HC00NH4 ^^xsmmm mx^t. o. im) HcooHT^gmbfciiii^^'ii^ 
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^mmtji^) ^rc\tum4t^m(a.)<D^%. ±fB (d) \zn&m<ommmmmiim^ 

(tif^h<\t. iaasa^pH (acidification rate) (^^Wi^m^-f 

ctOA-^^e^JlCi*. :t— :7T>S^#::^>A'i:7K7&^FM-3 (Tan. CP. 

et al.. Genomics 52. 223-229. m%ts.ii) ©^-^cDTiinX bSI.'l4^*T^ ( 
'fb-&#>tL'T«. C7|5i«glCR-X-NH2mit (X«G 1 y. A 1 a, V 
aK Leu. lie. Ser. Thr. Cys. Met. Glu. Asp. L 
ys. Arg, Hi s> Phe. Tyr. Trp. Pro. Asn. G 1 nfj:H 

a^«)icf^^$ns*is (i?ijAt^y;i/:*u^Mj:j:<i:) ^n. (W*i®?. M^m) t 

W>1E. nAi^i?. iJ7X>^. >J>:3'^. '>:ir>^. ^m#^. ^^^^ 

±15 (D) lCfBma)«fflMiM^14S'J^l^tC*3l'.iT. Umc^m {^TMU.m'C 
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±13 (D) - (1) \Zt&m(DmmypH (acidification rate) 

^w^>n'i7n'k^^\^t^\,mi&^rz\t^om^mm6i^^m\^^rzm'^\z\tmm^^ 

JtlS (D) - (2) {C|B«c<^SI^bfeGTP r SOjJcl*«tt$Sgjt-rSili:^ 

jbiB (D) - (3) \z^m(Dmm\HcAMi>(onwi^m^-r^^ii^^mii't' 
'^mmmm^'iSLm'^^ ^m^^tzm^^ \z c amp (om^mnmrn iz-r^m 

(DmMz^':>xm±^nrzcmmf)^95%&.TX'^^h<Dx\ -t—yry^^W:^ 
>n^m.ti%'m\^ti\^mf^i^fc\t.^(omm^m^^m\f^fzm'^\z\%mf^^ 
ffim^^fifs.\,^n.mt-Bmz-z>\,^x\-t. Trf-T^b^tt^wr^ 
iUT^^-r^o —ztD. cm<Dm^^m^m^nmz'r^m'^\z\t. umt^^ 

U'^tz^%^(Dm^mm%^^m\^^tz.^^\z\mmm^'^^^ 

±fB (D) - (4) JCfB«<^CRE-U'^-i5'-3t^^$r^A1"^:ii=S:^^t"r 
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m^(D^^m^m%tv. um^t^mo)mu\z^'z>xm^'^nft^kmmo5% 
mmm^^m^^tz.m'^izitmmmf^iim'^^^tiu^n^^it'^mz-z^if^x}^^ 
±fiB (D) - (5) \zum(D77^\^>mMm^mm-r^z.tt:^WLii'r^m 
m^cD c'H] T ^ ^ H >Mf^at«^ ^ i o ox ^ u , um<t^^ ^mim i^tzii^co^ 

'^iim^^rifs\^^m'c^m\z'o\^x\-t. yzizL:KYm'^^^'t^ mm) ^b-^ 

±13 (D) - (6) lcl5icO*Dfl&l*lCa2+(DiSlt^a«^-r^c:i;S#mt'r§^ 

myt^^m^mxti'. umt^<^^mmvrzt^(D^mmmoz%^±x$>^ 
m^^rcm'^\zitmmm^\iif)^mib^ntji\^^u.ikit'^m\z'D\^^x^ t-jzilts h 

±13 (D) - (7) fci3m(^<y>'i — )v^)>mm^^m^'r^z.t.^i^nhL 
-^^mmMm^'\^m'^^^m^^fz.m'^\z\-t. umt^^mnwiViKi^^^nv y7'-\z 
^^^m^ (Dmm^'\^^\ oo % t UMit-^m ^m\iL.tz. t # co^m^oim 

rz\t^<Dm^mmi^^m\'^tcm'^\z\tmmmmm^^^^nf3i\^^tm^t'^m\z 
-Di^^xu. 7=i-xh?gi4^&w-r§ ium) it'^mtLxm^-r^o 
(F) Tzi-T.hm^^m-r^ mm) it^^ommi^miz-^^^x 

±13 (E) tCfcO, 7rf-Xh?S1±^W-r^ (f^^) it^m^M^LtcW:. # 
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:gi5a^wb. ^^m^t"^^ (M:i^mz\tumit^m(A)) t-Jtb. ±ib (d) 

Mi^mzi-t. Wt^\t> :^--:7 7>^^#:i5'>/N°^K:6^FM- 3 (Tan. CP. et 
al.. Genomics 52. 223-229. imua) -C;&^m^(D^mmmiiVXU. i2^'J# 

C5|5l^lC R - X - NH 2:^it S '^r/^^ H i LTJi, Pi?L^TJ^-l 8-F-NH, 
. F-S-F-NHj (Perry. S. J. et al. FEBS Lett. 409: 426-430. ir") . 
prolactin-releasing peptide (Hinuma, S. et al. Nature 393: 272-276. 1998 

— tl^XWrnrnz^^iyT^^^o :glCPf?L^fC-OViTt>*^OR-X-NH2^ 

zf9- \^ii)^Tmwi^iimm\z^m\z^^-r^^^^^n. m^mizi^n^mmtjiR 
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J^. ^J^t^, Beilstein Handbook of Organic Chemistry (Beilstein^t) . 
CROPRCSerwent Crop Pro led ion Regis try) "7 7 •I'^W (Derwenttt) . Derwent Drug 
:7T<>»W (Derwenta) > The Merck Index (Mercktt) ti,^'A^^^f<btl^o 
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. ^^m> moz). mm. ^m. m. mit^^ ssa.m. 'Lmu£) ^ 

rzit.m^^^<Dy ADN A ^< y ^ U — , c DN A ^-r U —U^:^^ 

^ D— >'fb$nfeu:«f> }^mmmw'S:n— F-rs^tSBsa^JSr-^w-r'S c dna 

>iUTCDATG$:^b, ^;t3' 5^i^#JlC«!SIRi^ihl3 F ^i: bX©T AA, 

H>«. jg^fj;-&fi£DNAT:$'*>^:$'-^fflViT#3lQ'r^Cl<i:t>-e^^o 
^^}'. _ti2 (A) ^^XS (B) tClBmUfcJ*— 7T>^^<*::$'>/ti7M^31«H 

tmmm\zmmu m^^m. ^jv^^-A^xzsy^rcummmmiz^^xmi^^ 
z:(D^'^\zLxn<^nrz.mm±m. $>^\^^\mihm^\z^^n^ u mm 
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r^^^s mm> ^^^^^^ ^xzssds-^oj7^^jjvt^ 

(DM. Bodanszky ^^TS M. A. OndettK -^^^^H '>>-t->^ (Peptide 
Synthesis). Interscience Publishers. New York (1966^) 
®Schroeder43J:tauebke, 1f ^^5^ F (The Peptide). Academic Press. NewYork 

(1965^) 

(DrnM-fS^-fdl. -<:/^F^fi)o©S?S^^I^. i\mm (1975^) 

(D^S^&B^ ^sdcr/lttm-^^, :i<b#^S^mM. K ■ m^K<^^b#iv. 205, 0977 

^) 
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v^>\^mmmmizz:>\,^T±u (d) izs^mcDm^mMm^m^^^mi^T. 
mmmm^^MMv. um^t^m (Mi$^mz\tumit^^ii)) tommpm^ 

ex. U > H^i^M^ 3 - Hi" -5 D N A ^-^Wf ^ J^Mfe^^j^^r^^-T § d 

«^ne.<Di^T^-g>«'^(C) ^a;|i5t<£rWr^^:7'^ H^fc«^>A'i^K^iS^J 

Sfi^iJ5='— ^-^-TxhbXfS, GenBank (^#^^) :7 7<;U (National 

Institute of Health) , VTS (Virtual Transcribed Sequence) fs^Eft^toM^ 

U:S!5>H^*itiM^:3-Ki-^:^«iH^J;5«^^$nnt^, ±12 (G) -2(cfB 
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T3'-xhms:wr^ (.urn.) it^m^::^-\'r^'r^y^mnm(Dmm^<D 

(a) ^y^ui — )i^imm^mm,(oiiFm 

mm^iizii^iz^^-^^^' ^^iz^vxinii^m±m^^if>^ft 

:^^'i>(D:fj^ (Nature), 256, 495 (1975)] \zm^%mt^^t 
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■^^T^^o m^^mmtvx\t. m^\t. •^^jji^u>^^j:n-)u (peg) ^ 

#^ll«fflJ!atbT«, m^\t. NS-l, P3U1, SP2/0, AP-175: 

E(DmL^Wim<ommmmi3^hM^n^tf^: p 3 u i i)m^ b < ^ ^n^o m 

~2 0 : lig^TaSO. PEG aif*b<«PEGl 000 -PEG 6000) 

ft^io-'8o%mm<Dmm.'cmm^n. 2o~4ot:. tu-^vKitso-^s ix: 

^VSi. 1~2 0%, $f*b<«l 0—2 0%(Z)^te!,Sjfil?f :&^trRPM I 164 

om^. 1-1 o%o^saisjfiitf^^oGiTi^nii (fOTfeMmm (^) ) 

l.itt/W:7*U H— v^«fflMJ(il?ilgitii (SFM- 1 0 1. B7jc^^ (:^) ) tSiiz 

S1^2 0~4 0t:, $f*b<U^3 7 

ig^Bfr^m. jimsB-sMpBi, j?^b<ttijirB^-2jira^T*§c 
(b) '€:y^a-:^-)mi^<Dmm 
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ii^y^mm m. deae) xzii^^mM^^ n^^'L-m. mmm^ 

^ b < Jfil?^?6^ ^ MUT ^ C i :^^'T # ^ o 
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±iB (G) \z^\,^x^n^ntt^)^>\^mi^^n^m^^x. :t'-y7>^^i^ 
(issi) icit^T. ^r)mmmm^ CMi^mz\t. ±12 (d) 
tiz^-DXs -tie (G) \z^\^^xiSLn-^nrc^j:»>\^mnmnii^-y7>^^ 

m.^mm^ti\^^(Dmimm^\zWi,^-y7y^^w^ y/'^i^momm^i^m 
^fz^mm-r^^t^mo^immm) ^^m'^nrzm^\z:i5n^±f& (d) iztm 

Vtz (a) m^pH(D^», (b)7^^F>i^jlil. (c) T-feg^;!-^ U >ji^. 
(d)mi*ilCa''*)Sili, (e)^flai^c AMPa)^i!i, (f)«l^c GMPcD^iii, 
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Q) c - f o s (Omrnt. (k) GTPr S(7)J^^, (1) l/7j^-iS^-3t^5^<^.% 
m^mz. Specif icl;i) i^MT^^t^^ (v^^^i^^TrJ:^^. h) -e$>^;0^S:!5^ 

7 T >^^# w ^ ^ M ^"^^ t" ^ ® T n t^Mn o t) T ^ o T t) ck V i o 



wo 01/14883 



PCT/JPOO/05639 



36 

(nuclear polyhedrosis virus ; NPV) OtJ^U^HU >:/d^ 

)V7.ZfU=^—^—^ S'£La^U=i:'--^--fiE<0-rmiZ^^iLti(Oi)m'^V\,^o ^ 

CNambi. P. if • - • A-f • 'JrST. b 

U— (J. Biol. Chem.) . 267#. 19555—19559^. 1992^} iZtim<D:^miZ^'oT 

feot bT«, ^n^w<ikm(o^mzU':>^^m\^ft^-y7>^^w^>/'^^ 

lii36«#<^*ns®^<DJl i:^V^"5. JaBJia<D?K?^:^^*i:bT«, Potter- 
El vehjemM^^v^^-l'-tf-T^^Jfb^t-r:^^, "y-v >^"fu>^-'^'^^) 
bD> (Kinemalica^fc®!) cD,k^?», Ml^j^{::i:^»> :7 1/> 5^^1/7. 7^j:<h' 

^^5^iii?i7&?^i:bTffil/i^n5. m^lt. mmm^^^i&M (S O O r pm~S 

0 0 0 r pm) x-mmm (®^^ mi^-i o^) m^bv. ±m^^^izm^ ( 

1 5 0 0 0 r pm-a 6 0 0 0 r pm) T)i#3 2i^rBi^>c>b, #e>n^ 
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Iz-feT^^-M^K^p^p^iSMT'S. A'^y:7T-l'«. pH4-'10 (M^b<« 
pH6~8) ©U>mA^;/>'T'-. hU7.-:^^/t^y:7T-3^c5:£0{^M^«a:l/ 

. I^^^Wj^-Sf^^SM^-fr^eW-e^ CHAPS> Twe en-S O"^** 
^Wix.sg6<j-ePMS F, □-<^:/5^>> E-6 4. i-^-zf^f- \^m^^U) . 

Xi$'5^>7^j;<i;O'/D^T--ifia$^'J^^^J0t-^:i<i:^>-t?^^, 0. 0 lml~l 
Om 1 <Dmi^-fe^^-^^St-> — (5 0 0 0 c pm~5 0 0 0 0 0 c pm) 
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m^mz.. specificic) mm-r^^t-^m (vit>t^§T3f-xh) -t^-s^^sj^^ 
my.i7 ^j'-=.>-if:^mo:)Mi^mmm^^T\z-r^o 
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-li-^fcfelCti. |^DNA^M-^B^^?§^i:-r^>'^^4^3.n'^-r;L'XlcM-r^m# 
fkWM'O'i (nuclear polyhedrosis virus ;NPV) CD:;}? U ^ H U >:7°o^ 
SV4 0*5l5<?5:/D^-i5'-^ VhU^^ )\^7.<0':/U^—'$f-. P^^n 

CNambi, P. ^ . ^y^-'y)v - ^y' - n-i ^ui;^ti}V • 

U- (J. Biol. Chem.) . 267#. 19555~19559M. 1992^) lCfBmo;&^l;:t«£oT 
l^*5^<'^^n^P^^<7)C:<h^Vi-9. iBfla<^)^i^^*:^^<i:bT^i. Potter- 
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hD> (Kinematicaih®!) <DJ:^TBm. m^mz^^^m. yU>^'^U7.:fS.E 

^. mmm<D^miz\:i.. ^mm'b^mm^mm^nn^^L-^^^tn^om'btnz^ 
^^mm^^±^zvxm\^^^n^o mxit. m^mt^m^i^m (soorpm-a 

0 0 0 r pm) x-mmrn (mn. mi^r>^io^) ^'L-u ±m^-^^izmm ( 

1 5 0 0 0 r pm~3 0 0 0 0 r pm) XMI^S 0^~2I^P^3^>i>L/s t#e>tlS 

^M^>\^^nmniz'^—y7>^^w^>^'^i7nii(Dm'^^^m}^^'^^it^ 
m^x^'j-::^>'^'-r^:^m^mm'r^fti^\zu. m^\t, mm^^'-y7>^ 

::^>if^ntiiy\z\-i.. ^r^t-y 7 >^mw^ >n^n^^^r^mi^-^fMm 

^-'^BmM^a^mm.'t^. nvy7-\z\-t. pH4~io (s^b<«pH6 
~8) <D^)>mnvy7-^ v^)ys-m^nvy7—n.E<D^)-^>]r-tv^L'f^ 

S&*)i^-&<&fSM$-&§S6<JT% CHAPS, Tween-8 0'^** (7E3E-Th7 
7>^t) , 'J^V^y. ^:^^iyziV~-VUE(D^-^^m'\^nvy7--\Z%^7^^ 

SgWTPMSF. D>r^7'5"X E-64 TOfSHfii) , ^^X^^" 
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yt^Eoy'uy'T-'ifm.mM^&nT^^t^'^'t^o 0.01ml~10ml 
(O^V±^^-^W>Z. -^S (5 0 0 0 c pm~5 0 0 0 0 0 c pm) (DUm, 

#$-ii-^o i^^m^m-^m (nsb) ^^^r^isbizi^i^m(o^i^^(DV:»>}^m 

(NSB) ^^\l^^rztlO>h (Bo-NSB) ^1 0 0%<i:bfc^. 
&^B^m (B-NSB) 7&^\ ^J;^^^. 5 0%SXTizU^U.m^t^^ih) (gp*., ^ 

(I) ±iB (H) \ztm(Dumt^<m(Xi) '^'-y7>^mw^>n^n<D 
^mit^^ih) (EP-^. 7i—y7>^m-i^^>y^^n(Dmm^i^m^rcntmm-r 

IB (H) \z%zm.(Dys^^)-:=-y':fp5mz^\^^x. -^-yTy^mt^yn^no) 
mm^^m-r^^t^mt^tz.\t^'-y7 >^^i^^ yz-^^mo^mm^mm-t^it^ 

mt'^^o^mtvx^t. ^m^mztm-^n^^M mx\^T)vti*j^muE 
) i^mm. mmm.) tomwf^n^^^. t^iD\-y^m^m\zn^-^n 
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-his (H) (D-:f5m-vnibtio^-t-y7>^^w~^>n'^n<Dm.m^^ 
z.(D^'^\zi.x^i^n^mnM^±xi&^^x^^(DXs m^\t. th^pi^L 

Wj^ mx\t. ^^yh. -^^x. ^7-^-=^. tu/v?. 'i7-X -i^. it 

^^iii§§, n^:^mu^iz^Kimm\t$>^^^. mon^ 
(Dm^^. —^mzmxit. — si^-c^^^ijo. i~ioomg,$f^b<«^i. o 
~5 0mg, <i;t)$f^b<«j^i. o-aomgT^^. imnmziSL4-'r 
^u. ^(Dim^^mit^-^ii^m. i^^m^. m^. ^^^:ijima\z^-DX'hm 
u^^^. m^it. i&MMm^x\m'^m^^t. -B\z-om^o. oi~3 0mg 
mm. iif^\^<\tmo. i^zomgmm. ^Ki»^v<\tmo. i-iomg 
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(i i i) mmmm.^^-t^ v:»> h^^s^jm©^:^- 7 t >n^n^ 

(iii) yzizLT. h^i4^&wr^^^k^W^Wt-s^ta^3g5ii^e>*i^^^i^-U:tf > 
J: D . m^t-yj y^'^w^ yn^no u •nyY-^tz.\%^<jy^y^^< y^r^^-r 
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(ii) ^^mit^m iM:i^mz\mmit^m(^)) (Dmrnmrnf^^^ttm-^^t 
^}^T\znv^-r^. 

mw<m'^\zn\^x 1 %\>x^<j>m^^<n>m^. ^i.< « 1 0 %^±.<d^^^(d^ 
m ii^m^^nmi. mm^mWitm^-y7>^^'^^yf'^^^<o (i*3Sti) 
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^^m^y^Ji^:^ (nuclear polyhedrosis virus; NPV) (^)3l?U^K'J 
>J- (J. Biol. Chem.) . 267#. 19555~19559M. 1992^3 iZ^S,m.<D:^m\Z^lit-oX 

M7!>^#<"^^nSi®^<^Jli:^^^'5o *fflfl&05fifc?*:^^t bTJ*, Potler- 
hD> (Kinemalicaam) ©^^fi^c^. :7 ^>^>^^'7.?^j;<^^ 

s^5^iai**t^a:bTfflv^f>ns. ««JAJ^. mmm?m^i&^ (5 o o r pm~3 

0 0 0 r pm) T^PtH 0:J^) it^^b. ±?S«:^ e>lCiSji ( 

1. 5 0 0 0 r pm~3 0 0 0 0 r pm) TJl^S 0'A-2mmm'bV. #e>ns 



wo 01/14883 



PCT/JP00/0S639 



46 

v^L-f^-^^mm^^^mt^. nvy7-\z.\%. pH4~i o (M*L<f4 

pH6~8) ©U>m/N'!y:7T— ^ V^)7.-W^nvyy—f^E<J:>mwm'Rt.V 
, #4t^6*J^'&^{SM^ii-^e6^-r, CHAPS. Tween-SO"^" (?E3E- 

<Sr«l;l§B6<JTPMSF, n-f^t/^^. E-6 4 W5<5H»fiS) . 

:^i57 5^>75:^<^):?'D'xT— tflS^^J^^lJD-rsClt'bT^S, 0. 0 1ml ~1 
Om 1 (Dm.U±:-:f^—mm\Z. —^m (S O O O c pm~5 0 0 0 0 0 c pm) 

UPAC— lUB Commission on Biochemical Nomenclature lCj:<2)B§-^$>'5>Vi 

DNA :x^4^'>U4^^^ 

c DNA : +Bli6<}T':t^v'j3j^:^^ 
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A : Tx-> 

T :^^> 

G : i^Tn> 
C 

RNA : V^mm. 

mRNA : }^y\l:>i^'^ — V^^M. 

dATP : ^:t^iyTy'yi^>E.^)>m 

dTTP : 5='::i-=^^->^^>^>=U>m 

d G T P : "f^t^^-^^T / >H U >m. 

d C T P : f^^i^i^'^i^ >H U >M . 

ATP :T5^y->>HU>^ 

EDTA : X5^l/'>>'T^>Bag^^ 

SDS : H5*->;i/?ii!E^:M-U'^A 

Gly :i^U-» 

Ala ; T^::i> 

Va 1 : nU> 

Leu : D-f >-> 

lie : 'I'yo-f ->> 

S e r : -fe U > 

Thr > 

Cy s : > 

Met : p<.^:^:^> 

G 1 u : 5 >^ 

Asp : 7y^A-^=^^>^ 

Lys i.Uv'^ 

Arg : 7;U^-> 

His : bX^v> 

Ph e : 7a:— ;U77 — > 

Tyr : 5^p>^> 
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A s n 



T r p 



Pro 



HEPES 



G 1 n 



p G 1 u 



HBS S 



: Hank's Balanced Salt Solution 



) o 
) o 

) . 

) o 
) o 

C@B^|J#^: 6D 

) o 

CgB?iJ#^: 7 3 
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) . 

C@2^J#^:8D 

) . 
) . 

CSB^J#^ : 1 13 

) . 

Ci53?U#-^ : 1 2] 

) o 

CiB^U#^ : 1 3] 

) . 

m^m^i 14D 

) .. 

) o 
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) o 

CSe^J#-^: 18) 

) . 

) . 

C@5^J#-^ : 2 0] 

) o 

CSS^J#-^ : 2 1] 
CBS3?'J#-^ : 2 2] 

m&0)^^^*\ 1 "^ffl ^ F M 3 F 2 omSBB2?"J^^t"o 
CSS^iJ#-^ : 2 3D 

'^m<Dmmm i -e^v^ e>n^cFM 3 r 2 ©igsss^'J^^'^o 

bhMFM-3^^CHO»(^{^^ (4#m2000-52251#^M««Jl# 

m) 

}^hmFU-S<Dm.n\tyj^(D^o\zn^rco Genomics 52.223-229(1998) 

FM3F2:5'-GTCGACCATGGCTTGCAATGGCAGTGCGGCCAGG-3' (.mm^ : 2 2) 
FM3R2:5'-GCTAGCTCAGGATGGATCGGTCTCTTGCTG-3' (Sa^iJ#^ : 2 3) 
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\t^>yhnmyUcdm^m\ Ml (0.2 ng poly(A)mS5l5) , 1 mFM3F2 (10 
UU) . 1 /LtlFM3R2 (10 mM) . ip,mM(DlOxl^ftM. 5 uim? (lOmM) . 1 
u\ Ex Taq i^tl^) > 36 fil ^STK^Srin^T-g-fhSG m bfe. SiS?^* 
ThermalCycler9600§fflV^TPCRSf£^tC;^)Hj-fc. PCR®^#(i95t: • 2 5^-0^^140^ 

. 98t: • 10 =6!?> est • io#. n'c - 90#©-y-r^;i/^28iE]^Djib^o ?cmm 
<D—m^m^^xn,^^wjTm\, 2 kbopcRiitioiiiiig^ii^u;/^^. pcrj^^^^ta 

/7D— (Invitrogentt) S:fflViT:*:l^Mlc-tJ-:^i7 D-->if b;^. 

#g^$nTVi^%Oi:|wlCfchMFM-3cDNA (SH^iJ#^ : 2 1) Tfe^;i<i:^ 
?g^bfd. Kj&^e>fiM^^S a 1 I 43i;UCNh e I lcJ;^T^^ 

{mm.i kb(DthMFM-3cDNA^jt^#fe. mmum(f^w^^^ 

iS^-TS^p AKKO- 1 1 iH«v;i/5^i^n-z:>i^-y--r hBis^j-oms^^-y- 

hS a 1 I :feJ:tKNh e I tC<toT?N<k^. m^^»l«:tTVi. ^tJ^^-SB^^ 
(EliRbfCo J[^_h(Z)itf^l;:J:oXPSibfct hglFM- 3cDNAI|ffn-*5.ktX^^^iJ7 
^_;g.^^^*_->3>tcJ:^T^|§b. :^)liMJMl 0 9^?^KfemUTE. coli 
JMl 0 9/pAKKOFM3^t#fe. 

?^Ste^#:E. coli JMl 0 9/p AKKOFM 3 ^l^^U. HpAK 
KOFM3<DDNA^:^«lClli2lbfe. 

-ecDT/^X^ KDNA(5!5^-^a)2 Oag^lmKD^SW^fti^TK (PBS) tC^^ 

■t)-— ^ffl V^T^ b < it*^ bT D N A Sr^^f ^ U V - A ^?^fi5t$ it.fec . C H O 

dh f r'jaBflai3^J:Vib2 X 1 0^<@*it^3 SmmCD^flS^^fflv^-^^Ciia 
b> 2 0BtPBlig^b/S:^JcmM?S^irif^.C'b«^lc5S^bfco ^v'^-UH^fbT 
0. 5 /rgCDDNAlC*g^-raa (2 5jtil) <^'J 7i?V-Alg^?STb, le^P^I 

liisic^^^bTl 0FB^i§«bfc^. g^mfiii{C3^mbT3BFBlit«^.mtj-> fttt^:: 



wo 01/14883 



PCT/JPOO/05639 



52 

deoxyribonucleosides43j:t)^>ibonucleosides^^Wb7^C^.^niinimuin essential 
medium, alpha mediumlcl 0 %^tfr':7'>jfii?tS:5PA^c'b<D) ^\Zl^mV. 

. mi^^momr^itiz^^xmiR^mid.. cHo-Fusmm^m^LVfto 
cHo mm\z^'r^Mm.mik<Di^iii 

FM-3^^CH03BBfl&^> 2. 7xlO*cells/capsule OlgSTif-f ht>'^'-mtl 

^7}V^^>^^^'^^ low buffered RPMI1640 medium) 3i?>:/ON (80 

3j?>7'f?jl:8 50>=^d^^ 30 #^1<^>}ffl)ia^pH©^>fW^ acidification rate t 
bX#mU^o acidification rate ©iSNf^'ft:^^-^— '-^ ^^b^cMSr^^ 

^7^2#Pp1#®b^o =&':7ai;KD Acidification Rate (0<lt&^:/^ HSr^® 

-r ^rntuo 3 it-r ^ ^i^om^ 100% i vxmmitv^mm(DR^s(D]:tm^nf3i-o 

Sj;£;(?5tr-i^l^<0 acidification rate©»M20XSrjg;^§'bOlcoViT« ( 
O) . i20!«J!^TX^^5&^'Bje>/i>^{^RfE:^^^>*^ti^fe®^-'^^^'^^* ^ ^ 

o 

^(DU^. FM-3^31CHOmttH-2980, F-8-F-NH2 *5j;t;Tp^:7^-> ( 
Aplysia) i5f^(?[)^yf^ F Small Cardioactive Peptide B (SCPB) iz^m^^lh 
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S3 



^1 



i-rt Acs. 










? 


YFMRFa KBZ^*iW^ r (Bacnemtx^; 


H-2980 


o 


YGGFMRFa vBc^U^^ • oj (Bacnem xESi J 




? 


YGGFMRF (iB^J#-^ : 4 ; ( Bachem -QlS ) 




X 


PQRFa (SB^JS^ : 5 ) ( Bachem ^tiS ) 






FLFQPQRFa (@SJiJ#-^ : 6) ( Bachem ?±iSi) 






pEDPFLRFa (@2^J#-^ : 7) ( Bachem ttSSi) 




X 


DRNFLRFa (iH^iJ#-^ : 8) ( Bachem ^tM) 




X 


NRNFLRFa (iB^J#-^ : 9) ( Bachem *t^) 




? 


TNRNFLRFa (@H?"J#-^ : 10) ( Bachem ^hlS ) 




? 


PDVDHVFLRFa (Ba^J#-^ : 11) ( Bachem ^tSi) 




X 


KNEFIRFa (BB^J## : 12) ( Bachem 4±iS) 


AF-1 


X 


KHEYLRFa (BS2?lJ#-^ : 13) ( Bachem ^tS^) 


AF-2 


X 


LPLRFa K&iy'iW^ . 14; {^Vrrrmsi) 




X 


SRAHQHSMEIRTPDINPTWYTGRGIRPVGRFa 
(iE^J#-^ : 15) (PCT/JP96/03821 -^('fS^) 


bPrRPSI 


X 


SPEIDPFWVYGRGVRPIGRFa (BE^'J#-^ : 1 6 ) 
(M.Fujimoto et al.. Biochem. Biophys. Res. 
Commun. 242: 436-440, 1998 ^JCfSife) 


cRFa 


X 


SGQSWRPQGRFa (iS^y#-^ : 17) (Bachem *tSl) 


ACEP-1 


X 


LSSFVRIa (@HJ'J#-^ : 18) ( Bachem 1±M) 




X 


ARPGYLAFPRMa (@H^IJ#-^ : 19) ( Bachem tt^) 


SCPA. 


? 


MNYLAFPRMa (SB2?«I#-^ : 2 0) ( Bachem tti^) 


SCPB 


o 



Sj;&©^tb$n;^^:/5^H (H-298O, F-8-F-NH2. SCPB) (^^3t<S:itlSEL> f 



SCPB \zn-r^K}^-:^^Mh'^^^^ Z.ttS^^ FM-3 ©|^gH4 U > HJ* C-^^gR-X-NHj 
>?>U (NMU-8) *^'Bi±i$nfc:o 
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it 5)< (D IS n 

1. 

(iii) (D TrfziXh«142rWrSife<b^W«WT^^il«3e3&^e>*i3t$n;rcU 

{c4gM$ii^cJ®^<hHM^l:-^i!^ (b) ^^^-yr y^^W^ yn^nwmmm.i^ 

(D WL-^^-yry^^w-^yn^nt.u.mt'^mQa) iKDi^is^m^^m^m^-t^ 
;iii^i^mii-r^m:t—y r y^^i^^ y/^i7n<Dmm^i&m^rz.\-im.mt^i\:: 

3. 

(i) :^-y y y^^^i^ y^'^^m^mmm^rz.},t^(Dmmmm^\z^^<t'^m 
^(Dmmmm6^\zn.mt-^mii) ^mm.^-^tz.m'^^z^^'^x. ^n^in<Dmm^\ 

(ii) ^n.m\^^mu)(ommmf^'&^imt^^t.\z^K^. 7zf-7.hm^ 

(i i i) 7:3*::iX h?gtt^#-r^^<k'&W^'W-r^^)i^5i:^^^*6^^nfcU 

\^m^mm.<om.^-y T y^^w^ yn':?%^<D^mm^'^m^M'^'r^ ^t\z 
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H-2980 








|y||f| 


M 


R 


F 


-NH2 


F-8-F-NH2 




L 


K 


Q P 


Q 


R 


F 


-NH2 


SCPB 


M N 


Y 


L 


A |F| 


P 


R 


M 


-NH2 


NMU-8 


m 


F 


L 


|F| R 


P 


R 


N 


-NH2 
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Sequence Listing 

<1I0> Takeda Chemical Industries, Ltd. 

<120> Screening Method 

<I30> 2639W00P 

<150> JP 11-236597 

<I51> 1999-08-24 

<160> 23 

<210> 1 

<211>4 

<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 1 

Phe Met Arg Phe 
1 4 
<210> 2 
<211> 5 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 2 

Tyr Phe Met Arg Phe 
1 5 
<210> 3 
<211> 7 
<212> PRT 
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<213> Artificial Sequence 
<220> 

<223> the C-lerminus of the polypeptide is amide (-CONHj) form 
<400> 3 

Tyr Gly Gly Phe Met Arg Phe 
1 5 7 

<210> 4 
<211> 7 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> 

<400> 4 

Tyr Gly Gly Phe Met Arg Phe 
1 5 7 

<210> 5 

<211> 4 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terininus of the polypeptide is amide (-CONHj) form 
<400> 5 

Pro Gin Arg Phe 
1 4 
<210> 6 
<211> 8 

<212> PRT 

<213> Artificial Sequence 
<220> 
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<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 6 

Phe Leu Phe Gin Pro Gin Arg Phe 
1 5 8 

<210> 7 
<211> 7 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<233> Xaa means pGlu 

<400> 7 

Xaa Asp Pro Phe Leu Arg Phe 
15 7 
<210> 8 
<2H> 7 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> the C-terminus of the polypeptide is amide (-CONH^) form 
<400> 8 

Asp Arg Asn Phe Leu Arg Phe 
1 5 

<210> 9 
<211> 7 

I 

<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONH^) form 
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<400> 9 

Asn Arg Asn Phe Leu Arg Phe 
1 5 7 

<210> 10 
<211> 8 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 10 

Thr Asn Arg Asn Phe Leu Arg Phe 
1 5 8 

<210> 11 
<211> 10 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 11 

Pro Asp Val Asp His Val Phe Leu Arg Phe 
1 5 10 

<210> 12 
<211> 7 

<212> PRT . • 

<213> Artificial Sequence 

<220> 

<223> the C-terminus of the polypeptide is amide (-CONH2) form 
<400> 12 

Lys Asn Glu Phe He Arg Phe 
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1 5 7 

<210> 13 
<211> 7 
<212> PRT 
5 <213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONH^) form 
<400> 13 

Lys His Gla Tyr Leu Arg Phe 
10 1 5 7 

<210> 14 
<211> 5 
<212> PRT 

<213> Artificial Sequence 
15 <220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 14 

Leu Pro Leu Arg Phe 
1 5 

20 <210> 15 
<211> 31 
<212> PRT 

<213> Artificial Sequence 
<220> 

25 <223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 15 

Ser Arg Ala His Gin His Ser Met Glu He Arg Thr Pro Asp He Asn 

15 10 15 

Pro Thr Trp Tyr Thr Gly Arg Gly He Arg Pro Val Gly Arg Phe 
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20 25 30 31 

<210> 16 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONH^) form 
<400> 16 

Ser Pro Glu He Asp Pro Phe Trp Val Tyr Gly Arg Gly Val Arg Pro 
1 5 10 15 

He Gly Arg Phe 
20 

<210> 17 
<211> 11 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> the C-terminus of the polypeptide is amide (-CONH,) form 
<400> 17 

Ser Gly Gin Ser Trp Arg Pro Gin Gly Arg Phe 
1 5 10 11 

<210> 18 
<211> 7 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 18 

Leu Ser Ser Phe Val Arg He 
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1 5 7' 

<210> 19 
<211> 11 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONH^) form 
<400> 19 

Ala Arg Pro Gly Tyr Leu Ala Phe Pro Arg Met 
1 5 10 II . 

<210> 20 
<211> 9 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> the C-terminus of the polypeptide is amide (-CONHj) form 
<400> 20 

Met Asn Tyr Leu Ala Phe Pro Arg Met 
1 5 9 

<2I0> 21 
<211> 1209 
<212> DNA 
<213> Human 
<400> 21 

ATGGCTTGCA ATGGCAGTGC GGCCAGGGGG CACTTTGACC CTGAGGACTT GAACCTGACT 60 
GACGAGGCAC TGAGACTCAA GTACCTGGGG CCCCAGCAGA CAGAGCTGTT CATGCCCATC 120 
TGTGCCACAT ACCTGCTGAT CTTCGTGGTG GGCGCTGTGG GCAATGGGCT GACCTGTCTG 180 
GTCATCCTGC GCCACAAGGC CATGCGCACG CCTACCAACT ACTACCTCTT CAGCCTGGCC 240 
GTGTCGGACC TGCTGGTGCT GCTGGTGGGC CTGCCCCTGG AGCTCTATGA GATGTGGCAC 300 
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AACTACCCCT 


TCCTGCTGGG 


CGTTGGTGGC TGCTATTTCC 


GCACGCTACT 


GTTTGAGATG 


360 


GTCTGCCTGG 


CCTCAGTGCT 


CAAGGTCACT GCCCTGAGCG 


TGGAACGCTA 


TGTGGCCGTG 


420 


GTGCACCCAC 


TCCAGGCCAG 


GTCCATGGTG ACGCGGGCCC 


ATGTGCGCCG 


AGTGCTTGGG 


480 


GCCGTCTGGG 


GTCTTGCCAT 


GCTCTGCTCC CTGCCCAACA 


CCAGCCTGCA 


CGGCATCCGG 


540 


CAGCTGCACG 


TGCCCTGCCG 


GGGCCCAGTG CCAGACTCAG 


CTGTTTGCAT 


GCTGGTCCGC 


600 


CCACGGGCCC 


TCTACAACAT 


GGTAGTGCAG ACCACCGCGC 


TGCTCTTCTT 


CTGCCTGCCC 


660 


ATGGCCATCA 


TGAGCGTGCT 


CTACCTGCTC ATTGGGCTGC 


GACTGCGGCG 


GGAGAGGCTG 


720 


CTGCTCATGC 


AGGAGGCCAA 


GGGCAGGGGC TCTGCAGCAG 


CCAGGTCCAG 


ATACACCTGC 


780 


AbuL 1 l/V/AuV/ 






AGATGCTGTT 


TGTCCTGGTC 




GTGGTGTTTG 


GCATCTGCTG 


GGCCCCGTTC CACGCCGACC 


GCGTCATGTG 


GAGCGTCGTG 


900 


TCACAGTGGA 


CAGATGGCCT 


GCACCTGGCC TTCCAGCACG 


TGCACGTCAT 


CTCCGGCATC 


960 


TTCTTCTACC 


TGGGCTCGGC 


GGCCAACCCC GTGCTCTATA 


GCCTCATGTC CAGCCGCTTC 


1020 


CGAGAGACCT 


TCCAGGAGGC 


CCTGTGCCTC GGGGCCTGCT 


GCCATCGCCT CAGACCCCGC 


1080 


CACAGCTCCC 


ACAGCCTCAG 


CAGGATGACC ACAGGCAGCA 


CCCTGTGTGA TGTGGGCTCC 


1140 


CTGGGCAGCT 


GGGTCCACCC 


CCTGGCTGGG AACGATGGCC 


CAGAGGGGCA GCAAGAGACC 


1200 



GATCCATCC 
1209 

<210> 22 
<211> 34 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 22 

GTCGACCATG GCTTGCAATG GCAGTGCGGC CAGG 34 
<210> 23 
<211> 30 

<212> DNA 

<213> Artificial Sequence 
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<220> 
<223> 
<400> 23 

GCTAGCTCAG GATGGATCGG TCTCTTGCTG 30 
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